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The following errors were amended in an Amendment Under 37 CFR 1.312, filed 
01/14/2003. Such Amendment was accepted by the Examiner on 03/11/2003. 
Attached as Exhibits A & B are copies of the Amendment and Response to Rule 312 
Communication. However, changes requested in the 37 CFR 1 .31 2 Amendment were 
not included when the patent was issued. Therefore, we respectfully request a 
Certificate of Correction for the following: 



Branch of the Patent Issue Division 



PTO ERRORS 



The exact page and line number in the application file are: 
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Column 25, Line 10: After the word "of and before the word "annplified" insert the 
word -said". (See Amendment filed 01/14/03, pg. 15, Claim 6) 

Column 25, Line 14: After the word "of and before the word "amplified" insert the 
word -said-. (See Amendment filed 01/14/03, pg. 15, Claim 8) 

Column 25, Line 17: After the word "E. Coli" insert the words -but not Shigella boydii, 

Shigella flexneri, Salmonella typhi, Salmonella enterica, Salmonella arizonae, 
Enterobacter cloacae, Enterobacter aeromonas, Enterococcus faecalis, Enterococcus 
faecium, Streptococcus pyogenes, Pseudomonas species, Aeromonas hydrophila, 
Acinetobacter species, Klebsiella pneumoniae. Listeria monocytogenes, Neisseria 
meningitidis, Campylobacter jejuni, Campylobacter coli, En^rinia species, and Citrobacter 
freundii". (See Amendment filed 01/14/03, pg. 15-16, Claim 13) 

Column 25, Line 26: After the word "E. Coli" insert the words -but not Shigella boydii, 
Shigella flexneri. Salmonella typhi. Salmonella enterica, Salmonella arizonae, Enterobacter 
cloacae, Enterobacter aeromonas, Enterococcus faecalis, Enterococcus faecium, 
Streptococcus pyogenes, Pseudomonas species, Aeromonas hydrophila, Acinetobacter 
species, Klebsiella pneumoniae. Listeria monocytogenes, Neisseria meningitidis, 
Campylobacter jejuni, Campylobacter coli, En^/inia species, and Citrobacter freundii-, 
(See Amendment filed 01/14/03, pg. 16-17, Claim 13) 

Column 25, Line 38: After the word "detection" delete the word "reagent" and 

insert the word -agent-. (See Amendment filed 01/14/03, pg. 17, Claim 17) 

Column 25, Line 42: After the word "detection" delete the word "reagent" and 

insert the word -agent-. (See Amendment filed 01/14/03, pg. 17, Claim 18) 



Column 26, Line 1 : After the word "of and before the word "amplified" insert the word 
-said-.(See Amendment filed 01/14/03, pg. 18, Claim 26) 



Column 26, Line 5: After the word "of and before the word "amplified" insert the word 
-said-. (See Amendment filed 01/14/03, pg. 18, Claim 27) 



Column 26, Line 18: After the word "of and before the word "amplified" insert the word 

-said-. (See Amendment filed 01/14/03, pg. 18, Claim 28) 

Column 26, Line 22: After the word "of and before the word "amplified" insert the word 

-said-. (See Amendment filed 01/14/03, pg. 19, Claim 29) 
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Column 26, Line 32: After the word "detection" delete the word "reagent" and 

insert the word -agent-. (See Amendment filed 01/14/03, pg. 19, Claim 32) 

Column 26, Line 36: After the word "detection" delete the word "reagent" and 

insert the word -agent-. (See Amendment filed 01/14/03, pg. 19, Claim 33) 

Column 26, Line 46: After the word "detection" delete the word "reagent" and 

insert the word -agent-. (See Amendment filed 01/14/03, pg. 19, Claim 37) 

Column 26, Line 50: After the word "detection" delete the word "reagent" and 

insert the word -agent-. (See Amendment filed 01/14/03, pg. 19, Claim 38) 



[X] No fee is submitted herewith. 
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APPLICANT'S ERRORS 



It is noted that errors appear in this patent of a clerical or typographical nature or a 
minor character as more fully described below. These errors occurred in good faith and 
correction thereof does not involve such changes in the patent as would constitute new 
matter or would require re-examination and a certificate of correction is requested. 



The exact page and line number where the mistakes occur in the application are: 



[ ] Charge to credit card as shown on the attached credit card information 
authorization form PTO-2038, in the amount of $100.00 for this Certificate of 
Correction. One copy of this sheet is attached. 
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Christopher W. Corbett, Reg. No. 36,109 
DUNLAP, CODDING & ROGERS, P.C. 
P.O. Box 16370, Customer No. 30589 
Oklahoma City, Oklahoma 73113 
Telephone: 405/607-8600 
Facsimile: 405/607-8686 

Agent for Applicant 
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UNITED STATES PATENT AND TRADEMARK OFFICE 

CERTIFICATE OF CORRECTION 



PATENT NO : 6,723,505 61 n Page 1 of 3 pages 

DATED : 04/20/2004 

INVENTOR(S) : Frank Karlsen 

It is certified that error appears in the above-identified patent and that said Letters Patent 
is hereby corrected as shown below: 

Column 25, Line 10: After the word "of and before the word "amplified" insert the 
word -said-. 

Column 25, Line 14: After the word "of and before the word "amplified" insert the 
word —said-. 

Column 25, Line 17: After the word "E. Coli" insert the words -but not Shigella boydii. 
Shigella flexneri. Salmonella typhi. Salmonella enterica. Salmonella arizonae, 
Enterobacter cloacae, Enterobacter aeromonas, Enterococcus faecalis, Enterococcus 
faecium, Streptococcus pyogenes, Pseudomonas species, Aeromonas hydrophila, 
Acinetobacter species, Klebsiella pneumoniae, Listeria monocytogenes, Neisseria 
meningitidis, Campylobacter jejuni, Campylobacter coli, Erwinia species, and Citrobacter 
freundii-. 

Column 25, Line 26: After the word "E. Coli" insert the words -but not Shigella boydii. 
Shigella flexneri. Salmonella typhi. Salmonella enterica. Salmonella arizonae, 
Enterobacter cloacae, Enterobacter aeromonas, Enterococcus faecalis, Enterococcus 
faecium. Streptococcus pyogenes, Pseudomonas species, Aeromonas hydrophila, 
Acinetobacter species, Klebsiella pneumoniae. Listeria monocytogenes, Neisseria 
meningitidis, Campylobacter jejuni, Campylobacter coli, Erwinia species, and Citrobacter 
freundii-. 



MAILING ADDRESS OF SENDER: Dunlap, Coddlng & Rogers, P.O. 

P.O. Box 16370 

Oklahoma City, Oklahoma 73113 



PATENT NO. 



6.723,505 B1 



No. of additional copies 



SEND TO: Mail Stop Patent Application. Commissioner for Patents, PC Box 1450, Alexandria, VA 22313-1450 
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UNITED STATES PATENT AND TRADEMARK OFFICE 

CERTIFICATE OF CORRECTION 

PATENT NO : 6,723,505 61 B Page 2 of 3 pages 

DATED : 04/20/2004 

INVENTOR(S) : Frank Karlsen 

It is certified that error appears in the above-identified patent and that said Letters Patent 
is hereby corrected as shown below: 

Column 25, Line 38: After the word "detection" delete the word "reagent" and 
insert the word -agent-. 

Column 25, Line 42: After the word "detection" delete the word "reagent" and 
insert the word -agent—. 

Column 26, Line 1 : After the word "or and before the word "amplified" insert the word 
-said-. 

Column 26, Line 5: After the word "or and before the word "amplified" insert the word 
-said-. 

Column 26, Line 18: After the word "of and before the word "amplified" insert the word 
-said-. 

Column 26, Line 22: After the word "of and before the word "amplified" insert the word 
-said-. 

Column 26, Line 32: After the word "detection" delete the word "reagent" and 
insert the word -agent-. 

Column 26, Line 36: After the word "detection" delete the word "reagent" and 
insert the word -agent-. 



MAILING ADDRESS OF SENDER: Dunlap, Codding & Rogers, P.C. 

P. O. Box 16370 

Oklahoma City. Oklahoma 73113 



PATENTNo. 6.723.505 B1 
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CERTIFICATE OF CORRECTION 



PATENT NO : 6,723,505 81 n Page 3 of 3 pages 

DATED : 04/20/2004 

INVENTOR(S) : Frank Karisen 



It is certified that error appears in the above-identified patent and that said Letters Patent 
is hereby corrected as shown below: 

Column 26, Line 46: After the word "detection" delete the word "reagent" and 
insert the word -agent-. 

Column 26, Line 50: After the word "detection" delete the word "reagent" and 
insert the word —agent-. 
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fWlAILING ADDRESS OF SENDER: DunlSp, Codding & RogerS, P.C. PATENT NO. ' ' ° 

P.O. Box 16370 ^ ^ , . 

i_ ^1. . -^^^^^ No. of additional copies 

Oklahoma City, Oklahoma 731 1 3 
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Express Mall No.: EV 262274420 US U^L 2 7 P^^^ENT 
Mailed: January 14, 2003 j- 

IN THE UNITED STATES PATENT A^(Cl^EMARK OFFICE 
Applicant: Frank Karlsen Dkt. No.: 5775.018 

serial NO.: 09/634,960 Group Art Unit: 1634 

Filed: August 8, 2000 Examiner: 3ehanne E. Souaya 

For- METHOD FOR IDENTIFICATION OF THE INDICATORS 
OF CONTAMINATION IN LIQUID SAMPLES 

Box AF Amendment 
Commissioner for Patents 
Washington, D.C. 20231 

AmendmenLandRe^^ 

in response to the Office action of October 15, 2002, please amend the 
above-identified application as follows. 



1 1 <= Pvnress Mail services and pursuant to the PTO 
**Due to the indefinite suspension °f ^^^^L ^f^P/^^^^^^^ for U.S. Express Mail 

instructions of 11/19/2001, the enclosed do^^^^^^ PATENTS, 2900 

n an envelope addressed to: BOX AF AMENDME^^^ 

IN WASHINGTON D.C. 
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In the Claims : 

Please amend claims 6, 8, 13, 17, 18, 26-29, 32-33, and 37-38, which 
are submitted herewith in clean, replacement form as follows. Also, submitted 
herein below following the Remarks section are redlined, marked up versions 
of claims 6, 8, 13, 17, 18, 26-29, 32-33, which illustrate the amendments 
made to such claims. 

Clean Version of Replacement Claims ; 

6. (Twice Amended) A method of specifically detecting E. coli in a 
liquid or liquified sample by polymerase chain reaction, comprising: 

providing a liquid or liquified sample; 

recovering bacteria from the liquid or liquified sample; 

lysing the bacteria to provide a DNA sample; 

treating the DNA sample under PGR conditions with a primer set 
specific for E. coli for forming an amplified DNA wherein the 
primer set comprises SEQ ID N0:1 and SEQ ID NO: 14; and 

detecting the presence of said amplified DNA as an indication 
of the presence of E. coli in the liquid or liquified sample. 

8. (Twice Amended) The method of claim 6 wherein in the step of 
detecting the presence of said amplified DNA, the presence of Escherichia coli 
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is indicated when a signal is obtained whicli exceeds a predetermined threshold. 

13. (Three-times Amended) A method of specifically detecting E. coli 
but not Shigella boydii, Shigella flexneri, Salmonella typhi, Salmonella enterica, 
Salmonella arizonae, Enterobacter cloacae, Enterobacter aeromonas, 
Enterococcus faecalis, Enterococcus faecium, Streptococcus pyogenes, 
Pseudomonas species, Aeromonas hydrophila, Acinetobacter speaes, Klebsiella 
pneumoniae. Listeria monocytogenes. Neisseria meningitidis, Campylobacter 
jejuni, Campylobacter coli, Erwinia species, and Citrobacter freundii in a liquid 
or liquified sample by polymerase chain reaction, comprising: 
providing a liquid or liquified sample; 
recovering bacteria from the liquid or liquified sample; 
lysing the bacteria to provide a DNA sample; 
selecting a target gene of E. coli and selecting an E. coli-specific 

target DNA sequence in the target gene; 
incubating the DNA sample under amplification conditions with a 
DNA polymerase and a primer pair specific for E. coli but not 
Shigella boydii. Shigella flexneri, Salmonella typhi. 
Salmonella enterica. Salmonella arizonae, Enterobacter 
cloacae, Enterobacter aeromonas, Enterococcus faecalis, 
Enterococcus faecium. Streptococcus pyogenes, 
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Pseudomonas species, Aeromonas hydrophila, Acinetobacter 
species, Klebsiella pneumoniae, Listeria monocytogenes, 
Neisseria meningitidis, Campylobacter jejuni, Campylobacter 
coil, Erwinia species, and Citrobacter freundii for amplifying 
the target DNA sequence; and 
detecting tine presence of amplified DNA as a specific indication of 
the presence of E. coli carrying the selected E. coli-specific 
target DNA sequence, wherein the target gene is the lamB 
gene of Escherichia coli. 

17. (Twice Amended) The kit of claim 16 wherein the detection agent 
is a dsDNA stain. 

18. (Twice Amended) The kit of claim 16 further comprising a detection 
well having streptavidin coated thereon wherein the amplified DNA sequence 
Is detected by the detection agent. 

26. (Once Amended) A method of specifically detecting E. coli in a 
liquid or liquified sample by polymerase chain reaction, comprising: 
providing a liquid or liquified sample; 
recovering bacteria from the liquid or liquified sample; 
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lysing the bacteria to provide a DNA sample; 

treating the DNA sample under PCR conditions with a primer set 
specific for E. coli for forming an amplified DNA wherein the 
primer set comprises SEQ ID N0:2 and SEQ ID NO: 15; and 

detecting the presence of said amplified DNA as an indication of the 
presence of E. coli in the liquid or liquified sample. 

27. (Once Amended) The method of claim 26 wherein in the step of 
detecting the presence of said amplified DNA, the presence of Escherichia coli 
Is indicated when a signal is obtained which exceeds a predetermined threshold. 

28. (Once Amended) A method of specifically detecting E. coli in a liquid 
or liquified sample by polymerase chain reaction, comprising: 

providing a liquid or liquified sample; 

recovering bacteria from the liquid or liquified sample; 

lysing the bacteria to provide a DNA sample; 

treating the DNA sample under PCR conditions with a primer set 
specific for E. coli forming an amplified DNA wherein the 
primer set comprises SEQ ID No:3 and SEQ ID NO: 16; and 

detecting the presence of said amplified DNA as an indication of the 
presence of E. coli in the liquid or liquified sample. 
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29. (Once Amended) The method of claim 28 wherein in the step of 
detecting the presence of said amplified DNA, the presence of Escherichia coli 
is Indicated when a signal Is obtained which exceeds a predetermined threshold. 

32. (Once Amended) The l<it of claim 31 wherein the detection agent 
is a dsDNA stain. 

33. (Once Amended) The kit of claim 31 further comprising a detection 
well having streptavidin coated thereon wherein the amplified DNA sequence 
is detected by the detection agent. 

37. (Once Amended) The kit of claim 36 wherein the detection agent 
Is a dsDNA stain. 

38. (Once Amended) The kit of claim 36 further comprising a detection 
well having streptavidin coated thereon wherein the amplified DNA sequence 
Is detected by the detection agent. 
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Remarks 

This is intended to be a complete response to tine official action mailed 
October 15, 2002 in which claims 6, 8, 13, 17, 18, 26-29, 32, 33, 37 and 38 
were rejected and claims 1-3, 14, 16, 19, 30, 31, 34-36 and 39 were allowed 
in a final action. 

Applicant respectfully requests entry of the amendments made herein 
under 37 CFR §1.116 in view of the fact that said amendments cause the 
rejections to be overcome, and in view of the fact that the amendments have 
been made in accordance with the examiner's suggestions. 

First Rejection Under S 112 112 

Claims 17 and 18 stand rejected under 35 U.S.C. 112, second paragraph, 
as being indefinite for failing to particularly point out and distinctly claim the 
subject matter which applicant regards as the invention. 

In the rejection it is stated: 

"Claims 17 and 18 recite the limitation "the detection 
reagent" in lines 1 and 3 respectively. There is 
insufficient antecedent basis for this limitation in the 
claim." 

Claims 17 and 18 have been amended to replace "reagent" with "agent", 
which has antecedent basis in claim 16, which claims 17 and 18 depend from. 
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In view of the amendments to claims 17 and 18, applicant respectfully 
requests reconsideration and withdrawal of the rejection under §112 ^2. 



Second Rejection Under SI 12 H2 

Claims 6, 8, 26-29, 32-33, 37 and 38 stand rejected under 35 U.S.C. 
112, second paragraph, as being Indefinite for failing to particularly point out 
and distinctly claim the subject matter which applicant regards as the invention. 

In the rejection it is stated: 

"Claims 32 and 33 (and claims 37 and 38) recite the 
limitation "the detection reagent" in lines 1 and 3 
respectively. There is insufficient antecedent basis for 
this limitation in the claim." 



Claims 32, 33, 37 and 38 have been amended in a manner similar to the 
amendments of claims 17 and 18. In view of the amendments, applicant 
respectfully requests reconsideration and withdrawal of the rejection. 

In the rejection it was also stated: 

"Claims 6 and 8 (and claims 26 and 27, 28 and 29) are 
unclear in the recitation of "amplified DNA" in lines 15 
and 2 respectively, because it is unclear what 
"amplified DNA" is being referred to. For example, 
does the term refer to "forming an amplified DNA" in 
line 9 of claim 6, or to other amplified DNA? This 
rejection can be easily overcome by reciting instead 
"said amplified DNA" in lines 15 and 2 of claims 6 and 
8 (26 and 27, 28 and 29) respectively." 
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Claims 6, 8 and 26-29 have been amended in accordance witli tlie 
examiner's suggestion to further identify the secondly recited '^amplified DNA" 
as "said amplified DNA" to correct the antecedent basis of the term. 

In view of the above, applicant respectfully requests reconsideration and 
withdrawal of the rejection of the claims under §112 112. 



Rejection Under S102fb) 

Claim 13 stands rejected under 35 U.S.C. 102(b) as being anticipated by 

Atlas et al. (US Patent 5,298,392; 3/29/194). 

In the rejection it is stated : 

"Absent a precise definition as to what is meant by 
"specifically detecting E. Coli", the recitation has been 
broadly interpreted to encompass "particularly or 
especially the detection of E. Coli", which is taught by 
Atlas et al. As the claim does not recite definite 
bacterial species that would not be detected by the 
method, the recitation of "specifically detecting E. Coli" 
or "specific for E. Coli" in instantly pending claim 13 is 
not sufficient to distinguish the method of claim 13 
over the teachings of Atlas et al. It is noted that this 
rejection can be overcome by amending the claim to 
explicitly recite "specifically detecting E. Coli but not 
Shigella bovdii. Shigella flexneri. Salmonella typhi. 
Salmonella enterica. Salmonella arizonae. E nterobacter 
cloacae, Enterobacter aeromonas. Enterococcus 
faecalis, Enterococcus faecium. Str eptococcus 
pyogenes. Pseudomonas soecieS f Aeromonas 
hydrophila. Acinetobacter species. Klebsiella 

pneumoniae. Listeria monocytogenes, Neisseria 

meningitidis. Campylobacter leiuni. Campylobacter 
coli. Erwinia species, and Citrobacter freundii (as 
recited on pages 19 and 20 of the specification)." 
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Claim 13 has been amended in accordance witli the examiner's 
suggestion to indicate that the method detects E. coli but not Shigella bovdii, 
Shigella flexneri. Salmonella tvohl. Salmonella enterlca. S almonella arizonae, 
Enterobacter cloacae, Enterobacter aeromonas, Enterococc us faecalis, 
Enterococcus faecium. Streptococcus pyogenes. Pseudomon as species. 
Aeromonas hvdrophlla. Acinetobacter soedes. Klebsiella pneumoniae. Listeria 
monocytogenes. Neisseria meningitidis. Campylobacter ieiuni. Campylobacter 
coli. Erwinia species, and Citrobacter freundii . The amendment is supported 
on pages 19-20 of the specification. 

In view of the above, applicant respectfully submits the claim is now 
allowable over the cited art and respectfully requests reconsideration and 
withdrawal of the rejection under §102(b) over Atlas et al. 



Priority 

In the official action it was stated: 

"The response traverses the examiner's indication that 
SEQ ID NOS 2, 3, 15, and 16 are not due the benefit 
of the priority date of the provisional application 
60/149,365 (August 13, 1999) on the grounds that the 
statement at page 23, lines 7-11, of the '365 
application" "primer pair is selected from the group 
consisting of primer sequences comprising a 
substantial part of SEQ ID No 1 and SEQ ID NO 2..." 
supports SEQ ID NOS 2, 3, 15, and 16 of the instant 
application because SEQ ID NOS 2 and 3, and SEQ ID 
NOS 15, and 16 comprise a "substantial part" of SEQ 
ID NO 1 (identical in '365 and the instant application) 
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and SEQ ID NO 2 (identical to SEQ ID NO 14 in the 
instant application) respectively. This argument has 
been thoroughly reviewed but was not found 
persuasive because sequences cons/st/ng of the specific 
nucleotide sequences of SEQ ID NO 2, 3, 15, and 16 
were not disclosed in the provisional application, nor 
did the provisional application make clear what 
constituted a "substantial part" of SEQ ID NOS 1 and 
2." 

Although the issue of priority of SEQ ID NOS 2, 3, 15, and 16 does not 
presently bear on the allowability of the pending claims, applicant continues to 
traverse examiner's assertion that said sequences are not due the benefit of the 
priority date of the provisional application. The issue of priority rests on the 
meaning and interpretation of "substantial". 

The courts have, on numerous occasions, addressed the use and meaning 
of the terms "substantial" or "substantially". 

For example, in York Products, Inc. V. Central Tractor Farm & Family, 99 
F.3d 1568, 1572-1573, 40 USPQ2d 1619 (U.S.C.A. Fed. Cir. 1996) (provided 
herein as Attachment 1), the court held that "substantially" ordinarily meant 
"considerable in... extent," (quoting American Heritage Dictionary Second 
College Edition 1213 (2d ed. 1982)), or "largely but not wholly that which is 
specified," (quoting Webster's Ninth New Collegiate Dictionary 1176 (9*^ ed. 
1983). 
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Moreover, in Ecolab, the Court of Appeals for the Federal Circuit referred 
to Andrew Corp. V. Gabriel Elecs. Inc., 847 F.2d 819, 821-822, 6 USPQ2d 2010, 
1013 (Fed Cir. 1988) (provided herein as Attachment 2) in stating: 

that terms such as "approach each other," "close to," "substantially 
equal," and "closely approximate" are ubiquitously used in patent claims and 
that such usages, when serving reasonably to describe the claimed subject 
matter to those of skill in the field of the invention, and to distinguish the claims 
subject matter from the prior art, have been accepted in patent examination 
and upheld by the courts. 

If one follows the reasoning of the Federal Circuit in York Products, i.e., 
the "substantial" means "largely but not wholly that which is specified", one 
would then reasonably conclude that a "substantial part" of SEQ ID NO 1 or 
SEQ ID NO 2 [now SEQ ID NO 14] would be a "large but not whole" part of SEQ 
ID NO 1 or SEQ ID NO 2 [now SEQ ID NO 14]. 

It can be readily seen from Table V and from the Sequence Listing of the 
present specification that present SEQ ID NOS 2 and 3 each comprise 23 of the 
24 nucleotides of SEQ ID NO 1. Likewise SEQ ID NOS 15 and 16 each comprise 
23 of the 24 nucleotides of SEO ID NO 14. 

Given the definition of "substantial" sanctioned , by the Federal Circuit 
("largely but not wholly that which is specified"), it is evident that SEQ ID NOS 
2 and 3 are "substantial parts" of SEQ ID NO 1, and SEQ ID NOS 15 and 16 are 
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"substantial parts" of SEQ ID NO 14, regardless of whether or not they are 
explicitly described in the provisional application. They are inherently described 
in the provisional application as "substantial parts" of the entire 24-base 
sequence. 

Applicant therefore respectfully submits SEQ ID NOS 2, 3, 15 and 16 are 
therefore due the benefit of the priority date of the provisional application, U.S. 
Serial No. 60/149,365. 

Conclusion 

In view of the above, applicant respectfully submits the claims are in a 
condition for allowance and requests issuance of a Notice of Allowance 
therefore. 

Marked Up Version of the Claims 

Attached hereto is a marked up version of the changes made to the 
claims by the current amendment. The attached page is captioned "Version 
With Markings To Show Changes Made". 
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Respectfully submitted, 




Chrlstodher W. Corbett, Ph.D. 
Reg. Nd. 36,109 

DUNLAP, CODDING & ROGERS, P.C. 
P.O. Box 16370 
Oklahoma City, OK 73113 
Customer No.: 30589 
Telephone: (405) 478-5344 
Facsimile: (405) 478-5349 
Agent for Applicant 
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In the claims: 

6. (Twice Amended) A method of specifically detecting E. coli in a 
liquid or liquified sample by polymerase chain reaction, comprising: 

providing a liquid or liquified sample; , 

recovering bacteria from the liquid or liquified sample; 

lysing the bacteria to provide a DNA sample; 

treating the DNA sample under PCR conditions with a primer set 
specific for E. coli for forming an amplified DNA wherein the 
primer set comprises SEQ ID N0:1 and SEQ ID NO: 14; and 

detecting the presence of said amplified DNA as an indication 
of the presence of E. coli in the liquid or liquified sample. 

8. (Twice Amended) The method of claim 6 wherein in the step of 
detecting the presence of said amplified DNA, the presence of Escherichia coli 
is indicated when a signal is obtained which exceeds a predetermined threshold. 

13. (Three-times Amended) A method of specifically detecting E. coli 
but not Shigella bovdii. Shigella flexneri. Salmonella tvohL Salmonella 
enterica. Salmonella arizonae. Enterobacter cloacae. Enterobacter 
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aeromonas. Enterococcus faecalis, Enterococcus — faecium. 
Streptococcus ovoaenes. Pseudomonas species . Aeromonas hvdroohila, 
Acinetobacter species. Klebsiella pneumoniae. Lis teria monocytogenes. 
Neisseria meningitidis, Campylobacter ieiuni, Campylobacter c oli, 
Erwinia species, and Citrobacter freundii in a liquid or liquified sample by 
polymerase chain reaction, comprising: 

providing a liquid or liquified sample; 

recovering bacteria from the liquid or liquified sample; 

lysing the bacteria to provide a DNA sample; 

selecting a target gene of E. coli and selecting an E. coli-specific 

target DNA sequence in the target gene; 
incubating the DNA sample under amplification conditions with a 
DNA polymerase and a primer pair specific for E. coli but not 
Shigella boydii. Shigella flexnerL Salmon ella typhi. 
Salmonella enterica. Salmonella arizonae . Enterobacter 
cloacae. Enterobacter aeromonas. Enterococcus 
faecalis. Enterococcus faecium. St reptococcus 
pyogenes. Pseudomonas species. Ae romonas 
hydroohila. Acinetobacter species . Klebsiella 
pneumoniae. Listeria monocytogene s. Neisseria 
meningitidis. Campylobacter ieiuni. Campylobacter 
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colh Erwinia species, and Citrobacter freundii for 

amplifying the target DNA sequence; and 
detecting the presence of amplified DNA as a specific Indication of 
the presence of E. coli carrying the selected E. coli-specific 
target DNA sequence, wherein the target gene is the lamB 
gene of Escherichia coli. 

17. (Twice Amended) The kit of claim 16 wherein the detection 
[reagent] agent Is a dsDNA stain. 

18. (Twice Amended) The kit of claim 16 further comprising a detection 
well having streptavidin coated thereon wherein the amplified DNA sequence 
is detected by the detection [reagent] agent . 

26. (Once Amended) A method of specifically detecting E. coll in a liquid 
or liquified sample by polymerase chain reaction, comprising: 
providing a liquid or liquified sample; 
recovering bacteria from the liquid or liquified sample; 
lysing the bacteria to provide a DNA sample; 
treating the DNA sample under PCR conditions with a primer set 
specific for E. coll for forming an amplified DNA wherein the 
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primer set comprises SEQ ID N0:2 and SEQ ID NO: 15; and 
detecting the presence of said amplified DNA as an indication of 
the presence of E. coli in the liquid or liquified sample. 



27. (Once Amended) The method of claim 26 wherein in the step of 
detecting the presence of said amplified DMA, the presence of Escherichia coli 
Is indicated when a signal is obtained which exceeds a predetermined threshold. 

28. (Once Amended) A method of specifically detecting E. coli in a liquid 
or liquified sample by polymerase chain reaction, comprising: 

providing a liquid or liquified sample; 

recovering bacteria from the liquid or liquified sample; 

lysing the bacteria to provide a DNA sample; 

treating the DNA sample under PGR conditions with a primer set 
specific for E. coll forming an amplified DNA wherein the 
primer set comprises SEQ ID No:3 and SEQ ID N0:16; and 

detecting the presence of said amplified DNA as an indication of 
the presence of E. coli in the liquid or liquified sample. 
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29. (Once Amended) The method of claim 28 wherein in the step of 
detecting the presence of said amplified DNA, the presence of Escherichia coli 
is indicated when a signal is obtained which exceeds a predetermined threshold. 

32. (Once Amended) The kit of claim 31 wherein the detection 
[reagent] acr ent is a dsDNA stain. 

33. (Once Amended) The kit of claim 31 further comprising a detection 
well having streptavidin coated thereon wherein the amplified DNA sequence 
is detected by the detection [reagent] agent . 

37. (Once Amended) The kit of claim 36 wherein the detection 
[reagent] agent is a dsDNA stain. 

38. (Once Amended) The kit of claim 36 further comprising a detection 
well having streptavidin coated thereon wherein the amplified DNA sequence 
is detected by the detection [reagent] agent. 
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